Supplemental Experimental Procedures

In situ hybridization
A fragment of mouse ephrin-B2 cDNA was isolated by polymerase chain reaction with following primers: 5′ -ATG GCC ATG GCC CGG TCC AG-3′ and 5′ -CTA GGT GTC TCC TGC GGT ACT-3′, and subcloned into pBlueScriptII (Stratagene).
cDNAs of mouse EphB2 (a gift from Dr. Pawson), mouse EphB1 (RIKEN FANTOM clone, 9630045O17), mouse ephrin-B1 (RIKEN FANTOM clone, 9430071K18) subcloned into pBlueScriptII were linearized for in vitro transcription. Digoxygeninlabeled cRNA probes were prepared by DIG RNA labeling kit (Roche Molecular Systems). In situ hybridization was carried out as previously described (Watakabe et al., 2007) . Incubation of free-floating sections with probes was performed at 68ºC for 18 hours.
Immunohistochemstry
Mice were perfused transcardially with PBS followed by 4% paraformaldehyde in PBS. Isolated brains were fixed with the same fixative for overnight at 4ºC, and equilibrated with 20% sucrose in PBS prior to cryoprotection with OCT compound.
Frozen sections (35 µm thick) were prepared with a cryostat (HM500M, Microm).
Immunohistochemstry was performed with primary antibodies to ßIII-tubulin (Tuj1, 1:1000, mouse, Babco), GFP (1:300, rabbit, Millipore or 1:300, goat, Abcam), EphB2
(1:300, goat, Sigma), ephrin-B1 (1:300, goat, Sigma), ephrin-B2 (1:2000, goat, Neuromics or 1:300, goat, Sigma), S100ß (1:1000, rabbit, Dako cytomation), GFAP
(1:1000, mouse, Sigma), Ki67 (1:500, rabbit, Neo Markers), DCX ( ,
pCMV-ephrin-B1-ires-GFP, pFugie-ephrin-B2-ires-GFP, pCAGGS-ephrin-B2∆C,
p12xRbpj-dsGFP, pCDNA-NICD or pFugie-dnRbpj-ires-GFP) was injected into the lateral ventricle of R26R-YFP reporter mice or C57BL/6 mice, and square pulses (200V, 50ms, 3 times) were applied with a forceps-type electrode (CUY650-P5)
connected with an electroporator (CUY21, NEPA GENE). Functional assay of ephrin-B2∆C was carried out by in utero electroporation as described previously (Saito and Nakatsuji, 2001 ).
